This paper aimed to determine the excretion period of B19 vaccine strain during a complete reproductive cycle (from estrus synchronization, artificial insemination, pregnancy and until 30 days after parturition) of dairy cows from 3 to 9 years old that were previously vaccinated from 3 to 8 months. Three groups were monitored with monthly milk and urine collection during 12 months: G1 with seven cows from 3 to 4 years old; G2 with three cows from 5 to 6 years old; and G3 with four cows from 7 to 9 years old. Urine and milk samples were submitted to bacteriological culture and urine and PCR reactions for detection of Brucella spp.
INTRODUCTION
Brucellosis is a predominantly chronic anthropozoonozis, caused by Brucella abortus that causes abortion with severe losses in livestock, with frequently no other apparent symptom.
The zoonotic role of the disease is responsible for jointsskeletal system degeneration in humans, with a long treatment period (23) . Polymerase chain reaction (PCR) has been tested as an alternative tool for Brucella spp. detection in different samples (11, 12, 16, 18, 25, 26) . It is fast, highly sensitive and specific method that is able to detect microorganism DNA from contaminated clinical samples even when low quantities and not viable microorganisms are present. This paper aimed to determine the excretion period of B19 vaccine strain by PCR during a complete reproductive cycle (from estrus synchronization, artificial insemination, pregnancy and until 30 days after parturition) of dairy cows from three to nine years old that were previously vaccinated at three to eight months.
MATERIALS AND METHODS

Animals and samples
Fourteen Holstein cows from a free brucellosis dairy herd, 
Indirect diagnosis
All animals were monitored by Buffered Acidified Plate Antigen Test (BAPA) according to Alton et al. (1988) (2) along the experiment period. Ring Test (RT) was also performed in the milk samples of all animals.
Microbiological culture for Brucella spp. 9 bact / mL), and ultrapure water as negative control.
Multiplex-PCR
DNA from positive samples of Brucella spp. were submitted to multiplex-PCR for differentiating Brucella spp.
and B. abortus, strain B19, using primers ery 1 and ery 2 (30).
Amplification was carried out according to the protocol described by Bricker and Halling (1995) (6) with Master Mix reagent (Eppendorf ®).
Statistical analysis
The proportions of positive samples in the experimental (Tables 2 and 3 and Figure 1 ). G3 did not present statistical difference, however, when the three group animals were analyzed, a significant difference was observed (p = 0.0008). was not demonstrated a dependency on the hormonal period.
DISCUSSION AND CONCLUSION
There was no difference among the three animal groups, so there was no association with the animal age and the reproductive cycle phase ( Table 2 ).
The erythritol metabolism is the great difference between virulent B. abortus and B19 strain (29) . In the vaccinal strain, ery gene (702 bp) is deleted, and this would be the explanation for its sensitivity to erythritol, and make it unable to survive in its presence. Erythritol is a polyalcohol found in the pregnant uterus, which has its maximum concentration around 150 days of pregnancy when achieve a stable level until the parturition proximity (15) .
Since B19 is sensitive to high erythritol concentration, this strain disappears from circulation in this period, returning after parturition (24). As exposed in Table 2 In the veterinary medicine practice, the B19 vaccine handling requires very special attention to its zoonotic risk, even during management of vaccinated animals that can be potential renal carriers, as well as to the consumption of raw milk and its sub-products provided from B19 vaccinated animals.
